An improved method of estimating serum calcium by the AutoAnalyzer using the reagent glyoxal-bis-(2-hydroxyanil) is described. Sensitivity and accuracy in the physiological range are increased by the use of ethylene diamine tetraacetic acid. Results correlate well with an established manual procedure and there is no interference from magnesiumor phosphate.
The stock solution (1 mg/mi) is diluted to make solutions containing 5, 7.5, 10, 12.5 and 15 ing calcium/ 100 ml.
Construction of Manifold
The flow diagram is shown in Fig 1. Standard AutoAnalyzer equipment is used. Solvaflex transmission and pump tubing are used to carry the GBHA solution.
Procedure
Specimens are run at 40/hr with a 2 :1 sample-wash ratio. No washcups are necessary between specimens. Reagents are pumped until the baseline has become steady and the recorder pen is set to 95% transmission before samples are aspirated. Standards are run first followed by the sera.
Results

Fig 2 is an unretouched
photograph of a tracing illustrating calibration, reproducibility and carry-over. The first 10 peaks represent standard solutions containing 5, 7.5, 10, 12.5, and 15 mg/100 ml followed by (Table 2) . Pooled human serum 9.8 9.7 9.7 9.8 9.8 9.7 9.8 9.8 9.7 9.7 9.75 ±0.053 Calf serum 11.7 11.7 11.6 11.6 11.5 11.6 11.6 11.6 11.6 11.5 11.60 ±0.067
Mean SD
Tab'e 2. RECOVERIES: Since serum calcium has a normal range which is narrow compared with its mean concentration, published methods have tended to utilize only a small part of this absorbance range, often at one end (Table 4 ). In the present method, if 3N NaOH without EDTA is used as base the 10 mg/100 ml calcium standard gives an absorbance of 0.75, and an absorbance of 0.42 corresponds to a serum calcium of 5.6 mg/100 ml. Addition of the chelating agent EDTA to the NaOH in a concentration of 6 mg/100 ml, however, decreases the heights of all peaks by a constant amount. The 
